[Expression of CTLA4-EGFP fusion protein in K562 cells and its subcellular localization].
To construct a eukaryotic expression vector for cytotoxic T lymphocyte antigen-4 (CTLA4) gene fused with enhanced green fluorescent protein(EGFP) gene and to analyze the expression and subcellular localization of the fusion protein in K562 cells. The human CTLA4 gene was cloned by RT-PCR and was then inserted into plasmid pEGFP-N1 to construct the expression vector for CTLA4-EGFP fusion gene. The expression and subcellular localization of the fusion protein in transfected K562 cells were analyzed by flow cytometry and confocal microscopy, respectively. The cDNA of CTLA4 gene was cloned from human peripheral blood cells. The expression vector for CTLA4-EGFP fusion gene was constructed by PCR through introducing a Kozak sequence before the initiation site and deleting the stop codon. Flow cytometry analysis revealed that the proportion of both CTLA4+ and EGFP+ K562 cells was 16% at 24 h after the transfection. Confocal microscopy observation showed that the expressed fusion protein was mainly distributed in the intracellular compartments and had small part on the cell membrane. In contrast, only EGFP expression could be detected in K562 cells transfected with empty vector with diffuse distribution in the cells. Moreover, the expression level of the fusion protein on the cells increased to 29% after stimulation with phorbol ester and ionomycin. In addition, the fusion protein inside the cells tended to move towards and fused with the cell membrane. The expression vector for CTLA4-EGFP fusion gene has been constructed successfully and expressed in K562 cells. The expressed fusion protein has similar subcellular localization and transport characteristics to native CTLA4 in activated T cells.